[Abstract] Drechmeria coniospora is a nematophagous fungus and potential biocontrol agent. It belongs to the Ascomycota. It is related to Hirsutella minnesotensis, another nematophagous fungus but, phylogenetically, it is currently closest to the truffle parasite Tolypocladium ophioglossoides.
2. Using a bent sterile glass Pasteur pipette, gently rub the fungal colonies to dislodge the spores.
Wash the spores from the plates, using 1 ml of 50 mM NaCl (Figures 1A and 1B) and collect into an Eppendorf tube.
3. Spread the spores (20-100 µl) on a 9 cm NGM-AG plate ( Figure 1C ) and allow to dry in a safety cabinet. In parallel, prepare a population of synchronized L4 stage worms (Stiernagle, 2006) .
Typically, from a single densely populated 9 cm plate, one can obtain 4,000-6,000 worms.
Wash the worms from each plate with 5 ml 50 mM NaCl into a 15 ml Falcon tube and centrifuge at 721 x g for 1 min; carefully remove the supernatant, resuspend in the remaining solution and spread half the mix on the 9 cm NGM-AG plate. The worms will be infected by spores. Incubate the resulting plate at 25 °C for 10 days. Spreading spore solution on an NGM OP50 plate; D. Spores from NGM-AG plate, photomicrograph using Nomarski optics.
5. Transfer L4 or young adult N2 worm collected from one 9 cm plate as above (generally 4,000-6,000 worms) onto each spore-OP50 plate, and incubate for 24-30 h.
6. Wash the infected worms from each plate with 1.5 ml 50 mM NaCl into a 15 ml Falcon tube and centrifuge at 721 x g for 1 min; carefully remove the supernatant, resuspend and divide the worm pellet between three 9 cm NGMY plates. Gently spread the pellet across the surface of the plate using a bent sterile glass Pasteur pipette. If necessary, allow to dry in a safety cabinet before incubating at 25 °C for 1 day. Most adult worms should be dead by this time (Figure 2 ).
Before dying, they will have produced progeny and most of the worms of the next generation will be alive at this time. 7. Carefully discard the supernatant; firstly, gently resuspend the pellet with 1 ml ice-cold STC buffer by pipetting, then add another 24 ml of cold STC buffer to the protoplast; centrifuge the mixture at 4 °C, 1,623 x g for 10 min.
8. Repeat step B7 one more time.
9. Discard the supernatant, add 300 µl ice-cold STC buffer to resuspend the protoplasts; remove a small aliquot and count the protoplasts using a haemocytometer ( Figure 5 ). Dilute the protoplasts to a final concentration of 10 8 protoplasts/ml using ice-cold STC buffer. Then, stock the solution on ice or at 4 °C; it can be used for transformation for a maximum of 7 days. 2. Using a Pipetman P1000, add 6 drops of PEG1700 buffer, mix by gently shaking; add another 850 µl PEG buffer, gently shake again, incubate for another 20 min.
3. Add 10 ml of room temperature STC buffer; centrifuge for 10 min at 1,623 x g at room temperature.
4. Discard the supernatant carefully; resuspend the protoplasts with 300 µl STC at room temperature.
5. Add 150 µl of protoplast solution to a 9 cm plate (see Note 2), spread gently with sterile bent glass Pasteur pipette; culture at 25 °C for 3 weeks.
6. Check any colonies for successful transformation, by PCR or under a fluorescent stereomicroscope when using a transformation construct that includes a fluorescent reporter gene. 3. Autoclave the Miracloth (folded in half twice), in an aluminum foil bag with a cut corner, so that condensation does not accumulate and the cloth is dry after autoclaving ( Figure 6 ). 
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Note: Tris/HCl solution stored at 1 M pH 7.5, 60.6 g/500 ml, MW = 121.2.
